Although the responsiveness of several microbiological assays to the various forms and analogues of vitamin B12 (B12, cobalamin, Cbl) are well known, the relation between the form of Cbl and measurement by RIDA are not. Moreover, the form or forms of Cbl present under the conditions of the actual assay are also unknown. The issue came to a head with the occurrence of diagnostic errors because of high serum values as measured with some RIDAs.1 2 Kolhouse et al.3 then showed that a RIDA based on an R binder of Cbl gave higher values than one based on isolated intrinsic factor (IF) and emphasised the long-forgotten fact that many so-called IF concentrates contain much R binder as well as IF. Since the same investigators had reported earlier a much greater affinity of some analogues of Cbl for R binder than for IF,4 they postulated that the RIDA based on R binder was measuring analogues as well as "true" Cbl and that the differences between the two forms of RIDA was a measure of serum analogues.
We report an evaluation of the forms of Cbl observed in the extracts of serum as prepared for RIDA and an unsuccessful search for analogues of Cbl in these extracts. Some of this work has been published in abstract form.5
Material and methods
MEASUREMENT OF Cbl
RIDA with saliva R binder (RIDA-R) was performed as described. 6 The principles of the assay were: extraction of the Cbl at 100°C for 20 Fig. 1 (bottom) shows the simultaneous bioautography of three normal sera and a mixture of four known reagent cobalamins following extraction with cyanide-acetate buffer. After mixing sample (2 ml) and buffer (6 ml), the final NaCN concentration was 15-0 ,ug/ml. Almost all of the serum Cbls were converted to a form which migrated as CN-Cbl. There was no evidence of any unexpected analogue. The bioautography at the top of Fig. 1 shows the growth promotion of different levels of CN-Cbl and of Cbi. Thus, the E coli responded to Me, Ado, OH, and CN-Cbl (Cbl mixture- Fig. 1 ) and Cbi (top right- Fig. 1 (Fig. 3) .
STUDIES ON THE "PROTEIN EFFECT"
The need for protein or similar substances in the standards of some RIDA's was studied in a set of experiments separate from the above but, as will be shown below, related. The data will not be given in great detail here but parts have been presented.14 One 19 (Fig. 1, top) Relative to CN Cbl = ±1-0. **Form tested was (CN, OH) Cbi.
